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Spheroplasts were collected by centrifugation at 4 0 C for 5 min at 1500xg.
Pellet was washed twice with 50 ml of spheroplast buffer. Pellet was resuspended and washed in 50 ml restriction enzyme (RE) buffer. Final pellet was resuspended in 8 ml RE buffer (50mM Tris.HCl pH 7.9, 100 mM MgCl2, 1mM DTT and 100 µg/ml BSA) + 80 µl of 10% SDS , 440 µl of 20% Triton X-100 were added and divided into 17 tubes. Tubes were incubated at 65 0 C for 20 min followed by 37 0 C for 1 hr with shaking.
Lysates were digested with Eco RI and Afl III enzymes (30 units/ chromatin samples) overnight at 37 0 C with constant mixing. Next day morning more (10 Units each tube) enzymes were added for continuing digestion. DNA was sheared by sonication using a number of short pulses (10 sec) with pauses (30 sec) while controlling the temperature by keeping the suspension over ice. DNA was fragmentated to <1000 bp. This step was checked by gel electrophoresis in control DNA/pilot study.
Enzymes were inactivated by adding 90µl of 10% SDS, 1% Triton X-100 and incubated at 80 0 C for 10 min, 65 0 C for 20 min followed by 1 hr at 37 0 C. Digested and sheared DNA was pooled and diluted into ligation buffer (10x, 500 mM Tris.HCl, pH 7.5, 100 mM MgCl2, 100 mM DTT, 10xBSA (10 mg/ml) and 100 mM ATP), incubated for 1 hr at 37 0 C. T4 ligase (200 units/Tube) was added and ligation was carried out at 4 0 C for 4 days with continuous slow rotation. Every 12 hrs fresh ATP was added to the ligation mix at 2 mM concentration. After completion of ligation for reversal of cross linking, proteinase K (0.5%, 20mg/ml) was added and the sample was incubated overnight at 65 0 C. Next day, additional proteinase K (0.5%, 20mg/ml) was added and incubation was continued for 2 hrs at 55 0 C. The suspension was cooled down to room temperature, 3M Na-acetate, pH 5.2 and isopropanol were added and it was kept at -80 0 C for 2 hrs to precipitate DNA. Samples were centrifuged at 5000xg. DNA pellet was dissolved in 500 µl of TE and after addition of 10 µl RNAse A (10 mg/ml) sample was incubated at 37 0 C overnight. DNA was extracted 3-times with phenol/chloroform. DNA was 
Construction of strains for RLS determination
The BamHI/SalI fragments from plasmid pGAD424-F373, pGAD424-F373∆C, pGAD424-FT504A-S519A and pGAD424-FT504D-S519D were subcloned into the BamHI/SalI site of the yeast intergrative plasmid pRS406, which contains a URA3 selectable marker (Sikorski and Hieter, 1989) . Newly-constructed plasmids containing the relevant point mutations in Fob1 were linearized with the restriction enzyme AflIII, which cuts only once in the middle of the FOB1 coding region. This linearized plasmid was used to transform yeast strain YPK9 (Kirchman et al. 1999 ).
Transformants were selected on uracil-plates. Then, the transformants were grown in YPD liquid medium overnight to allow the pRS406-URA3 sequence to pop out. 100 µl of culture were streaked on 5'FOA plates to select clones lacking the URA3 gene, and mutants were verified by DNA sequencing (Scherer and Davis, 1979) . This included the FOB1 coding region plus 220 bp upstream and downstream. For mutants containing ∆C, a knock-out/knock-in method was employed. The FOB1 gene was knocked out with replacement by the URA3 gene. The resulting strain was transformed with a PCR fragment consisting of 50 bp of FOB1 5'-flanking region-the fob1 mutant---50 bp of FOB1 3'-flanking region. Knock-in mutants were selected on 5'FOA plates and their sequence was verified, as described above. The strains containing the T504A-S519A and T504D-S519D substitutions in Fob1 were generated using the same knock-out/knock-in strategy as above. Strains were verified by DNA sequencing, as above.
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K454T-F 5'ATCTAACTGAAACAAACTATATCGATGAGTATG3'
K454T-R 5'ATACTCATCGATATAGTTTGTTTCAGTTAGATCAAATTG3' 
T504A-F 5'CCAATGCAGGGAGCAGAAGAGCCTGAAAAAG3'

T504A-R 5'TTTTTGAGGCTCTTCTGCTCCCTGCATTGGGGC3'
S519A-F 5'AAAGTGACGGTGCAGCACAAGTAGATCAAAG3'
S519A-R 5CTTTGATCTACTTGTGCTGCACCGTCAC3'
T504D-F 5'AGCCCCAATGCAGGGAGATGAAGAGCCTGAAAAAG3'
T504D-R 5'CCTTTTTCAGGCTCTTCATCTCCCTGCATTGGGGCTG3'
S519D-F 5'GAAAGTGACGGTGCAGACCAAGTAGATCAAAGTG3'
S519D-R
F. Primers for 4C
F1 5'GCACTGGCTATTCATCTTGCACTTTTCCTC3' deletion of its C-terminal domain at least partly restores this interaction; B, -galactosidase assays confirming the data shown in A; C, integrative recombination assay showing that deletion of the C-terminus, partially restores that ability of fob1E373VC to integrate in the plasmid integration assay (Fig.4) 
